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quantitative reverse transcription- PCR assays: 

application to intraoperative cancer diagnostics. 

L3 ANSWER 2 OF 11 CAPLUS COPYRIGHT 2002 ACS 

TI Optimization of reverse transcriptase PCR to detect viable 
Shiga-toxin-producing Escherichia coli 
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AN 1996:274062 CAPLUS 
DN 124:308634 

TI Use of elevated reverse transcription reaction 

ten^eratures in RT-PCR 
AU Freeman, Willard M. ; Vrana, Sheila L. ; Vrana, Kent E. 
CS The Bowman Gray School of Medicine, Winston-Salem, NC, USA 
SO BioTechniques (1996), 20(5), 782-783 

CODEN: BTNQDO; ISSN: 0736-6205 
PB Eaton 
DT Journal 
LA English 

AB The temp, of the reverse transcription step may be elevated (to 
50. degree., e.g.) above the optimal temp, for for reverse 
transcriptase (42. degree.) to minimize unwanted primer hybridization and 
subsequent amplification of unexpected PGR products. 
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TI Direct amplification and cloning of up to 5-kb lentivirus genomes from 
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GS Biomedical Primate Research Centre, Rijswijk, The Netherlands. 

SO BIOTECHNIQUES, (1996 Aug) 21 (2) 312-9. 
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DT Journal; Article; (JOURNAL ARTICLE) 
LA English 

FS Priority Journals; AIDS 
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ED Entered STN: 19970414 

Last Updated on STN: 19970414 
Entered Medline: 19970403 

AB To produce large cDNA strands from biological samples containing limited 
numbers of template molecules, it may be necessary to minimize both 
nonspecific primer attachment in first-strand synthesis and secondary 
structure in RNA molecules. Failure to do so could result in the 
accumulation of shortened cDNA strands and therefore may reduce the yield 
of large cDNA molecules, sometimes below detection level. We show that 
5.0-kb cDNA fragments can be generated from simian immunodeficiency virus 
RNA in a specific reverse transcription (RT)-PCR by increasing the 
stringency of the primer-annealing conditions, followed by the elimination 
of excess free primer. Since this method utilizes a relatively long primer 
in the first-strand cDNA synthesis, it is possible to heat-denature the 
nonspecific RNA/primer complexes and RNA secondary structure without 
dissociating the primer from the specific template. In contrast to classic 
RT assays, in which an excess of primer is annealed to denatured RNA just 
prior to and during reverse transcription at relative 
low temperatures (37 degrees-42 degrees C) , this method 
eliminates false priming. To optimize the yield and fidelity of 
full-length cDNA molecules, two PCR amplifications are first performed 
using both Taq and Pfu polymerase, followed by Pfu alone in the second 
amplification . 

L3 ANSWER 11 OF 11 CAPLUS COPYRIGHT 2002 ACS 
AN 1994: 5007 81 CAPLUS 
DN 121:100781 

TI Reverse-transcription polymerase chain reaction for selective detection of 
RNA of single polarity: The role of reverse- 




transcription incubation teic^erature 
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CS Lab. Biol. Mol . Virus, Inst, Med. Tropicale du Service Sante Armees, 

Marseille Armee, 13998, Fr. 
SO Analytical Biochemistry (1994), 220(1), 216-17 

CODEN: ANBCA2; ISSN: 0003-2697 
DT Journal 
LA English 

AB This report illustrates the limiting role of reverse transcription (RT) 
for the detection of RNA of defined polarity in samples where mols. of 
both polarity are present. The relevance of an increased incubation 
temp., within the limits of reverse transcriptase stability, is 
exemplified, with low std. temps, giving considerable background noise. 
The length and base compn. of the primer used in RT are certainly 
important parameters for RT-PCR optimization. The length of the 
cDNA fragment to be amplified by PGR might play a non-negligible role too: 
the larger the cDNA, the lower the probability of amplification from mols. 
synthesized by nonspecific priming. 
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AB Methods are provided for the replication and amplification of RNA 

sequences by thermostable DNA polymerases. The reverse transcription 
reaction is performed in a medium contg. a buffer which buffers both the 
pH and the divalent cation concn (e.g., bicine or tricine) . Said divalent 
cation is preferably Mn2+. In a preferred embodiment, high temp, reverse 
transcription is coupled to nucleic acid amplification in a one tube, one 
enzyme procedure using a thermostable DNA polymerase. A method for 
eliminating carryover contamination of amplifications due to prior reverse 
transcription reactions are also provided. This method comprises 
incorporation of an unconventional nucleotide (such as dUTP) into the cDNA 
and destruction of unwanted cDNA contg. the unconventional nucleotide by 
hydrolysis (with uracil N-glycosylase, for example) . Reagents and kits 
particularly suited for the methods of the present invention are provided. 
Using Thermus thermophilus DNA polymerase and MnC12 or Mn(0Ac)2 for 
amplifying RNA imparts an increase in sensitivity of . gtoreq . 106-fold 
compared to std. PGR conditions (using MgC12) . 
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DN 89307122 PubMed ID: 2473018 

TI Use of avian myeloblastosis virus reverse transcriptase 

at high ten5>erature for sequence analysis of highly structured 
RNA. 

AU Shimomaye E; Salvato M 

CS Department of Immunology, Scripps Clinic and Research Foundation, La 

Jolla, CA 92037. 
NC AI-09484 (NIAID) 

AI-25522 (NIAID) 
SO GENE ANALYSIS TECHNIQUES, (1989 Mar-Apr) 6 (2) 25-8. 

Journal code: 8408118. ISSN: 0735-0651. 
CY United States 

DT Journal; Article; (JOURNAL ARTICLE) 

LA English 

FS Priority Journals 

EM 198908 

ED Entered STN: 19900309 

Last Updated on STN: 19970203 
Entered Medline: 19890817 

AB Avian myeloblastosis virus reverse transcriptase (AMV RT) is routinely 
used in the sequence analysis of RNA and DNA templates. We review the 
various methods for dealing with secondary structures that would otherwise 
result in premature termination or sequence compression. Based on our 
experience in sequencing the 11-kb single-stranded RNA genome of 
lymphocytic choriomeningitis virus, we have found that raising the 
reaction temperature above 47 degrees C is the simplest way to overcome 
template secondary structure, and the use of 98% formamide gels is the 
simplest way to overcome product secondary structure. 
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AB The present invention relates to genetic elements that suppress the 

activities of the human immunodeficiency virus (HIV) . In particular, the 
invention relates to polynucleotides isolated from the HIV-1 genome, 
methods for isolating, identifying and designing such polynucleotides, and 
methods for using them for the protection of human cells against HIV 
infection and/or replication. Thus, nucleotide fragments were isolated 
from the HIV-1 genome, based on their ability to suppress the activation 
of latent HIV-1 in a CD4+ cell line. Any cellular or viral marker assocd. 
with HIV replication, such as CD4, can be used to monitor the activation 
of latent HIV in OMlO.l cells after TNF-. alpha, induction. Eight genetic 
suppressor elements (GSE) selected by this procedure suppress HIV-1 
infection and also protect uninfected cells from HIV infection. The 
present invention also relates to polynucleotides that prevent tumor cell 
formation and the use of such polynucleotides to prevent tumorigenesis . 
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AB A method is disclosed for producing a modified eukaryotic cytoplasmic DNA 
virus, as exemplified by a poxvirus, by direct mol . cloning of a modified 
DNA mol. comprising a modified cytoplasmic DNA virus genome. The 
inventive method comprises the steps of (I) modifying under extracellular 
conditions a DNA mol. comprising a first cytoplasmic DNA virus genome to 




produce a modified DNA mol . comprising the modified cytoplasmic DNA virus 
genome; (II) introducing the modified DNA mol. into a first host cell 
which packages the modified DNA mol. into infectious virions; and (III) 
recovering from the host cell virions comprised of the modified viral 
genome. The host cell is infected with a helper virus which is expressed 
to package the modified viral genome into infectious virions. Examples of 
packaging a modified poxvirus genome by a helper poxvirus of the same or 
different genus are described. Also disclosed are novel poxvirus vectors 
for direct mol. cloning of open reading frames into a restriction enzyme 
cleavage site that is unique in the vector. In one model poxvirus vector, 
the open reading frame is transcribed by a promoter located in the vector 
DNA upstream of a multiple cloning site comprised of several unique 
cleavage sites . 
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AB The present invention relates to genetic elements that suppress the 

activities of the human immunodeficiency virus (HIV) . In particular, the 
invention relates to polynucleotides isolated from the HIV-1 genome, 
methods for isolating, identifying and designing such polynucleotides, and 
methods for using them for the protection of human cells against HIV 
infection and/or replication. The present invention also relates to 
polynucleotides that prevent tumor cell formation and the use of such 
polynucleotides to prevent tumorigenesis . 
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The present invention relates to genetic elements in HIV genome that 
suppress HIV replication activities. HIV RFE library is pJepS! ly 
digesting HIV-1 proviral DNA into fragments between i00-7?0bp and ligating 
OMIO ^^^^P^^^;^^^ vectors. These plasmid DNAs are used to tLnsfecJ^ ^ 
OMlO.l cells which contain a latent and TNF. alpha, inducible HIV-1 
provirus. Specific GSE sequences are recovered from .cells that continue 
to express CD4 following induction of the laten HIV provirus by TNF. alpha, 
and mapped to HIV-1 genome. These GSE sequences can be used to protect 
human cells against HIV infection and/or replication. 
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A s 


ingle-step. 


single- 


container 


procedure for reverse 


transcript- 



PCR is described. All solns. and reagents are added to the container 
prior to the first step (denaturation of the RNA) . The container may be 




closed throughout the procedure. This reduces risk of contamination and 
risk of errors in manipulation of solns. An RT not normally considered to 
be thermostable (e.g., avian myeloblastosis virus or murine Moloney 
leukemia virus RT) can be used in the process. The method was applied to 
amplification of HIV-1 cDNA. 
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AB The invention concerns the detection of amplified nucleic acid sequences 
and cell antigens, and esp. the simultaneous detection of these amplified 
nucleic acid sequences and antigens in cells by fluorescence microscopy or 
fluorescence-activated flow cytometry. In one aspect, the present 
invention provides an in situ process of simultaneously detecting a 
specific predetd. nucleic acid sequence and a specific predetd. cellular 
antigen in the same cell. In accordance with that process, the antigen is 




labeled with a biotin- or DNP-tagged antibody that specifically 
immunoreacts with the antigen, the specific nucleic acid sequences in the 
cell are amplified, the amplified nucleic acid sequences are labeled with 
a fluorescently-tagged nucleic acid probe that specifically hybridizes to 
the amplified nucleic acid sequences, and the labeled nucleic acid 
sequences and labeled cellular antigen are detected. The method may be 
used for, e.g., the in situ detection of HIV-1 proviral DNA and cell 
surface CD4 antigen in T cells. 
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A method for detg. virus replication in human cells by human retrovirus 
using RNA amplification comprises detecting the hybridization of an RNA 
probe which specifically hybridizes with spliced RNA and not with genomic 
RNA. This method permits early detection of RNA replication resulting 
from primary infection without detecting non-replicating virus. The 
method is illustrated using NASBA (nucleic acid sequence-based 
amplification) and gag or tat transcript primers and probes to study the 
effect of neutralizing antibodies, sol. CD4 or AZT on HIV-1 virus 
replication in lymphocytes. 
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Establishment of a sensitive infection assay for HIV-1 is essential for 
successful screening of antiviral agents and neutralizing antibodies. In 




this report, an infection assay is described which measures the expression 
of viral genomic RNA and spliced mRNA intermediates in infected cells by 
an amplification-based technique called NASBA. The extreme sensitivity of 
this method permits the detection of viral RNA in peripheral blood 
mononuclear cells (PBMC) within 48 h of infection by a low dose of virus. 
Similarly, spliced HIV-1 mRNA could be detected within 24 h of infection 
of CEM cells by HIV-IIIIB. This NASBA-based infection assay was shown to 
titer the neutralization of the HIV-IIIIB isolate by serum from an 
infected human and by a monoclonal antibody to gpl20. Furthermore, the 
inhibitory effects of azidothymidine (AZT) and sol. CD4 on HIV-IIIIB 
infection were quantitated by this assay. The early detection of virus by 
NASBA minimizes the contribution of secondary infection, thereby 
permitting more accurate evaluation of antiviral agents and neutralizing 
antibodies. This assay may be useful for the study of infection of 
phenotypically distinct HIV-1 isolates, which differ in terms of their 
replication kinetics. 
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AB A single-step, single-container procedure for reverse transcriptase (RT) 
PGR is described. All solns. and reagents are added to the container 
prior to the first step (denaturation of the RNA) . The container may be 
closed throughout the procedure. This reduces risk of contamination and 
risk of errors in manipulation of solns. An RT not normally considered to 
be thermostable (e.g., avian myeloblastosis virus or murine Moloney 
leukemia virus RT) can be used in the process. The method was applied to 
amplification of HIV-1 cDNA. 



